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Susan KUzabeth Ashton, a citizen of Great Britain an H k* ■ u 

Alderley Park Macclesfield w 2 § ^ P ° St ° ffice address 

, Macclesfield, Ch^re SK I0 4TG, Great Britain, hereby declares as follow,: 

I • I *« a MI Biol de^ee i n Pharmacolo8y ^ ^ ^ 
2. I currently hold the position of Assort* , , 

— po S *„n , ^ « April ;^:rr :z « 



cancer. 



3 



I am familiar with the specification of published Per ™*,n 
flm ; r . | t puonsnea PC I application WO 00/40520 f 

am n formed that the n f f i,a .. ~ "vw/tujzy, i 

w WLinLTextc> r the specification of "juhiWt ire a v 
*i . oi suoject U.S. Application No. 09/869 9?s ic 

the same as the text of this DubJi^HPrT .• <• vwwfltt JS 

will h« ,h m- u VT a PP''^on. My page and line references henein 

w.il be * c pubhshed PCT appiication with the understanding that they wiI1 be the same in 
the subject U.S. application. 



4. The specification of the PCT application sets forth at pages 50-53 various 
procedures tor determining the potency and selectivity of the compounds disclosed in this 
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application to selectively damage newly fw med tumour vasculature whiJe Ieaying 
normal, mature vasculature. These procedures include the HUVEC detachment (assay (c) on 
page 52), which is an in vitro assay that measures the effects of compounds on the adherence 
of HUVhCs to tissue culture plasricware, and the HrasS necrosis model (assay (d) on page 53 
of the specification), which is an to vivo assay that measures the relative effect of a 
compound in inhibiting tumour growth by assessing the relative area of necrosis of individual 
tumours taken from the test animals. 

6. In my position as associate team leader 7 am familiar with the tests that were 
carried out on compounds exemplified in the present application using assay (c) and assay 
(d), and with the records of those test results that were maintained in the normal course of 
busmess of AstraZeneea. I have verified the /„ vitro and /„ vivo test data reported on the 
attached table of Appendix I against the test results documented in those records. 

7. The table of Appendix 1 reports data for a representative sample of the compounds 
exemplified in the present application showing their activity as vascular damaging agents, 
including data from the human umbilical vein endothelial cell (HUVEC) detachment assay 
and the HrasS necrosis model, which are the assays noted in paragraph 5 above and described 
at pages 52 and 53 of the specification. Certain of these compounds are identified as 
"prodrugs," that is, the exemplified compound is converted to the active moiety i„ vivo, after 
administration to a warm blooded animal. Thus, for these compounds, only data for the'/„ 
vivo Hras5 model is included since it would be expected that these "prodrugs" would only 
have low activity in the tn vitro HUVEC detachment assay. When establishing the Hras5 
necrosis model no adverse events were observed either when dosing representative 
compounds to non-tumour bearing male nude mice or when dosing Appendix 1 examples to 
tumour bearing male nude mice during the 24 hour period of the assay. 

8. These data demonstrate that the tested compounds inhibit tumour growth in an in 
vivo tumour model, and produce a vascular damaging effect as shown by an effect in vitro on 
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endothelial cells in the 1 1UVEC detachment assay, which is translated to an anti-tumour 
effect in vivo in the Hras necrosis model. 

I hereby declare that all statements made herein of my own knowledge are true and that all 
statements made on information and belief are believed to be true; and further that these 
statements are made with knowledge that willful false statements and the like so made are 
punishable by fine or imprisonment, or both, under Section 1 001 of Title 18 of the United 
States Code, and that such willful false statements may jeopardize the validity of this 
Application for Patent or any patent issuing thereon. 




Susan Elizabeth Ashton Date 
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Appendix I 



Example 1 HUCEC Detachment 



No. 

2 



8 
9 



12 
16 
17 

1.8 
19 



20 
25 



46 



48 



4y 

50 
51 



52 

53 



Assay 



No data (prodrug) 



No data (prodrug) 
37% 



53% 



No d ata (pr odrug) 



No data (p rodrug) 
No da ta (pr odrug) 



No data (pro drug) 



No data (prodr ug) 
No data (pro drug) 



28% 




65%, 40% 
No data (pr odrug) 
No d ata (prodrug) 
2 6%, 17% 



No d ata (pr odrug) 



No data (prodrug ) 

No data (prodrug ) 
21%, 18%, 25% 
No data (p rodrug) 
37% 



.1 1%, 45% 



N o data (prodrug ) 
No data (prodrug) 
No data ( prodrug) 

No d ata (pr odrug) 



No dat a (pro drug) 

27% " 
32% 



64% 



61% 



No data (p rod rug) 



No data (prodr ug) 



Hras5 Necrosis Model 



9.3 ± 0.3 @ 1 OOmg/kg IP 
3.8 ± 0.6 @ lOOmg/kg IP 



No data 



0.3 A 0.3 @ 1 OOmg/kg IV 
1. 0 ± 0.0 @ lOOmg/kg IV 
73 ± 1.0 @ 1 0Omg /kg IP 



4. 0* 1.7® 1 OOm g/kg IP 



6.8 ± 1 .4 @ 1 OOm g/kg IP 



0,0 ± 0.0 @ 50mg/kg IV 



0.3 ±0.3 @ 1 OOm g/kg IV 
No data 



No data 



6.0 ± 1 . 1 @ 5 Qmg/kgjP 
No data 



0.3 ±0.3 @ lOOmg/kg IP 
6.8 ±0.5 @ 1 00mt^kg_b 
0.3 ± 0.3 @ lOOm g/kfilV 
0.3 ±0 .3 @ 50mg/kg IP 



0.5 ± 0.3 @ lOOmg/kg TV 
6- 3 ± 0.3 @ 100m g/kg"l V 



1 .8 ± 0.9 @ 1 OOmg/kg I P 
6.0 ± "1.5 &, l OOmg/kgjP 
6.3 ± 0.8 @ 1 OOm g/kg IP 



1.0 ±0.0 @ 1 O Omg/kg IP 
Q-8 ± 0 .5 @ 1 dbmg/kg 1 v" 



2.3 ± 0. 9 @ 1 OOmg/kg IP 
No data 



No data 



No data 



No data 



3.3 ± 1. 3 @ 50mg/kg IP 



3.0 ± 1.4® 1 OOmg/kg IP 



OS ± 0.5 @ I OOmg/kg IP 



Huvec Detachment Assay - expressed as % cells detached compared to controls, 

compound concentration 100 uM. Where 2 values are 
quoted this relates to data from two different experiments 

Hras Necrosis model - expressed as mean ± standard error of n=3-4 individual mice 

tumour necrosis scores. 
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